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Determinant roles of dendritic cellexpressed Notch Delta-like and Jagged
ligands on anti-tumor T cell immunity
Elena E. Tchekneva1, Mounika U.L. Goruganthu1†, Roman V. Uzhachenko2†, Portia L. Thomas2,3,4†,
Anneliese Antonucci1, Irina Chekneva5, Michael Koenig1, Longzhu Piao1, Anwari Akhter1,
Maria Teresa P. de Aquino2, Parvathi Ranganathan6, Nicholas Long7, Thomas Magliery7, Anna Valujskikh8,
Jason V. Evans9, Rajeswara R. Arasada1, Pierre P. Massion10, David P. Carbone1, Anil Shanker2,4,11,12*† and
Mikhail M. Dikov1*†

Abstract
Background: Notch intercellular communication instructs tissue-specific T-cell development and function. In this
study, we explored the roles of dendritic cell (DC)-expressed Notch ligands in the regulation of T-cell effector function.
Methods: We generated mice with CD11c lineage-specific deletion of Notch Delta-like ligand (Dll)1 and Jagged (Jag)2.
Using these genetically-ablated mice and engineered pharmacological Notch ligand constructs, the roles of various
Delta-like and Jagged ligands in the regulation of T-cell-mediated immunity were investigated. We assessed tumor
growth, mouse survival, cytokine production, immunophenotyping of myeloid and lymphoid populations infiltrating
the tumors, expression of checkpoint molecules and T-cell function in the experimental settings of murine lung and
pancreatic tumors and cardiac allograft rejection. Correlative studies were also performed for the expression of NOTCH
ligands, NOTCH receptors and PD-1 on various subsets of myeloid and lymphoid cells in tumor-infiltrating immune
cells analyzed from primary human lung cancers.
Results: Mice with CD11c lineage-specific deletion of Notch ligand gene Dll1, but not Jag2, exhibited accelerated
growth of lung and pancreatic tumors concomitant with decreased antigen-specific CD8+T-cell functions and
effector-memory (Tem) differentiation. Increased IL-4 but decreased IFN-γ production and elevated populations of
T-regulatory and myeloid-derived suppressor cells were observed in Dll1-ablated mice. Multivalent clustered
DLL1-triggered Notch signaling overcame DC Dll1 deficiency and improved anti-tumor T-cell responses, whereas
the pharmacological interference by monomeric soluble DLL1 construct suppressed the rejection of mouse
tumors and cardiac allograft. Moreover, monomeric soluble JAG1 treatment reduced T-regulatory cells and
improved anti-tumor immune responses by decreasing the expression of PD-1 on CD8+Tem cells. A significant
correlation was observed between DC-expressed Jagged and Delta-like ligands with Tem-expressed PD-1 and
Notch receptors, respectively, in human lung tumor-infiltrates.
(Continued on next page)
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Conclusion: Our data show the importance of specific expression of Notch ligands on DCs in the regulation of Tcell effector function. Thus, strategies incorporating selectively engineered Notch ligands could provide a novel
approach of therapeutics for modulating immunity in various immunosuppressive conditions including cancer.
Keywords: Delta-like notch ligands, Jagged, Notch receptors, Lung carcinoma, Tumor infiltrating immune cells,
Heart allograft rejection, Dendritic cells, CD8 T-cells, Regulatory T-cells, Cancer immunotherapy

Background
Signals delivered to naïve T-cells by antigen-presenting
cells (APCs) along with a specific cytokine milieu play
key roles in regulation of CD4+ and CD8+ T-cell differentiation. Accumulating evidence suggests that engagement of Notch ligands presented by APCs with Notch
receptors on T-cells are important regulators of T-cell
differentiation [1]. The mammalian Notch family presents an intricate intercellular communication system
that includes four known transmembrane receptors,
Notch1–4, and five cell membrane-bound Notch ligands, Delta-like (DLL)1, DLL3, DLL4, Jagged (Jag)1
and Jag2. Notch regulates a variety of processes in cellular development and differentiation in a dose and
context-dependent manner [2]. Notch target genes belong to various functional classes that act as transcriptional repressors to downregulate expression of
tissue-specific transcriptional activators, or regulators
of cell cycle and apoptosis [3, 4].
In the immune system, Notch provides instructive
signals for priming CD4+T-cells and governing the differentiation of T helper (Th), follicular Th, and regulatory T (Treg) cells [5–11]. Notch has been shown to
promote Th1 differentiation by upregulating T-bet and
Ifn-γ expression [12]. It can also transactivate
Th2-promoting genes Il4 and Gata3 [6]. Notch
ligand-specific signaling can alter Th1 or Th2 differentiation with different ligands supporting distinct
polarization of Th cells [13–16]. Most gain-of-function
studies indicate that Delta-like ligands promote
CD4+T-cell commitment to Th1 type [17, 18]. Although
controversy exists, studies support that Jagged ligands induce Th2-promoting Notch signaling [17, 19]. Notch also
regulates Il17 and RORγt gene promoters to influence
Th17 differentiation [8]. In addition to guiding Th1, Th2
and Th17 differentiation, expression of Jagged ligands by
APCs or hematopoietic progenitors can favor generation
of suppressive T-cells in vitro or Treg cells in vivo [20–
22]. Systemic blockade of Jag1 and 2 with Jagged
ligand-specific antibodies overcame tumor-induced T-cell
tolerance, indicating the involvement of these ligands in
T-cell suppression [23]. Expression of Delta-like ligands,
but not Jagged, in hematopoietic compartments was altered by tumor-derived factors to cause tumor-induced

immunosuppression [20, 24, 25]. An alternative hypothesis posits that interaction of DLL4 expressed by dendritic
cells (DCs) and Notch1 on T-cells may fine-tune sensitivity, magnitude and quality of the CD4+T-cell response by
promoting metabolic reprogramming, rather than by specifying lineage choice following the initial exposure to the
antigen [21]. It is known that a transient pulse with high
levels of Delta-like ligands can induce Hes1 expression for
a duration that is sufficient to induce a binary cell fate
switch in T-cell or natural killer cell differentiation [22].
Both Notch1 and Notch2 have been identified as key
players in anti-tumor T-cell immunity including induction
of tumor-specific cytotoxic T lymphocytes (CTL) and
memory T-cells [21, 23, 26]. Studies also indicate that
Notch regulates effector cytokine production by
CD8+T-cells [5, 27, 28].
It is, however, unclear what specific roles different
Notch ligands play in modulating T-cell responses. In
this study, we used genetic and pharmacological approaches to investigate the roles of various Delta-like
and
Jagged
ligands
in
the
regulation
of
T-cell-mediated immunity in mouse models of lung
and pancreatic tumors and cardiac allograft rejection.
We found that DC-expressed DLL1, but not Jag2, is
indispensable for the induction of antigen-specific responses and generation of effector and memory
T-cells. In human lung tumor infiltrates, we noted a
significant correlation between Jag1 or Jag2-expressing
DCs with the PD-1-expressing CD8+T effector-memory (Tem) cells. In contrast, expression of DLL1 or
DLL4 in DC was positively correlated with the expression of Notch receptors on tumor-infiltrating Tem
cells. In mice lacking DLL1 in CD11c+ cells, a
Notch-activating clustered DLL1 construct could
compensate for the genetic deficiency of DLL1 on
DCs. Moreover, treatment with soluble JAG1 resulted
in the decreased differentiation of Treg cells, a decreased expression of PD-1 molecules on CD8+Tem
cells and improved anti-tumor responses. These data
emphasize the importance of specific expression of
Notch ligands on DCs by revealing their distinct roles
in the regulation of T-cell immunity, and suggest opportunities for modulating immune outcomes using
engineered Notch ligand constructs.
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Deletion of Dll1 but not Jag2 in dendritic cells accelerates
tumor growth and decreases host survival

To evaluate the roles of Notch ligands DLL1 and Jag2 expression on DCs in the regulation of T-cell-mediated
anti-tumor immunity, we generated mice with
CD11c-lineage-specific deletion of their genes. Mice with
hetero- or homozygous allele deletion of Dll1 or Jag2 appeared normal in gross morphology with respect to their
wild type littermates with floxed alleles, DLL1flox/flox or
Jag2flox/flox. A representative mRNA analysis of the respective Notch ligands in flow-sorted CD11+ DC populations from wild type and genetically modified mice is
shown (Fig. 1a). Transcripts for the tested Notch ligand
mRNAs were absent in CD11c+ cells but present in
CD11c− splenic cells or whole splenocyte populations
from mice with homozygous deletion of the ligands.
Genetically modified mice were inoculated subcutaneously with lung LLC or pancreatic MT5 tumor cells.
Mice with hetero- or homozygous deletion of Dll1 allele
in CD11c+ cells exhibited remarkably accelerated LLC
tumor growth and significantly decreased survival compared to their wild-type littermates (Fig. 1b, c). The effect was reproduced in the MT5 tumor model (Fig. 1d).
The fact that loss of even one Dll1 allele produced significantly accelerated disease indicates the importance of
DLL1 expression on DCs for tumor rejection.
In contrast, deletion of both alleles of Jag2 did not result
in major alteration in LLC tumor growth (Fig. 1e). There
was a tendency toward increased tumor volume, which
was not statistically significant. These results suggest that
abrogation of DLL1 but not Jag2 presentation by DC may
result in an altered anti-tumor immunity that could affect
tumor rejection.
Impaired anti-tumor T-cell IFN-γ production in tumorbearing mice lacking DLL1 in CD11c+ cells

To test whether genetic ablation of specific Notch ligands
in DCs affected cytokine secretion patterns, we evaluated
IFN-γ and IL-4 production in tumor-infiltrating T-cells by
ELISPOT assay following restimulation with CD3/CD28
antibody activator beads or with LLC tumor antigenic
MHC class-I-restricted peptide MUT1 loaded on autologous splenocytes. We found that in mice with hetero and
homozygous deletion of Dll1 in DCs, the numbers of
IFN-γ-producing MUT1-specific lymphocytes were markedly decreased in the tumor, whereas the numbers of
tumor-infiltrating IL-4-producing cells were not altered
(Fig. 2a-c). Similarly, a reduction of IFN-γ-secreting lymphocytes was observed in the tumor-draining lymph nodes
(LN) (Fig. 2d). These observations provided the explanation for the observed differences in tumor growth rates
by pointing to the crucial role of DC-expressed DLL1 for
the induction of anti-tumor cytotoxic T-cell responses.

In contrast to the striking effect of Dll1 deletion on
IFN-γ production, genetic ablation of Jag2 in DCs did
not have a major effect on the number of
tumor-infiltrating IFN-γ-producing cells. Abrogation of
Jag2-mediated signaling, however, resulted in the decreased generation of IL-4-secreting cells (Fig. 2e) consistent with the reported role of Jag2 in Th2-type
differentiation.
Effects of CD11c+ cell lineage-specific deletion of Dll1 on
myeloid and lymphoid populations in tumor-bearing
mice

We performed extensive immunophenotyping of myeloid and lymphoid populations infiltrating the tumors
and in spleens of mice with CD11c+ lineage-specific hetero or homozygous deletion of Dll1 and their wild-type
littermates on day 17–18 after LLC tumor establishment.
The deletion of either one or two alleles of Dll1 resulted
in a moderate increase in total cell counts of
tissue-resident CD11b+CD11c+ DC populations in the
tumor or spleen compared to wild-type littermates, but
ability of DCs to undergo maturation or infiltrate the
tumor was not affected (Fig. 3a-c). Numbers of
CD11b+CD11c+ DCs expressing maturation markers
MHCII, CD40, CD80, CD86 and CD209 also did not
change (Fig. 3a, b, d). This is consistent with the hypothesis that the observed alterations in anti-tumor T-cell responses is due to the absence of DLL1 expression on
DCs. Other obvious changes in the myeloid compartment included increased numbers of CD11b+Gr-1+ cells
in Dll1-ablated mice. Further characterization showed
that both Ly6C+ monocytic and Ly6G+ granulocytic populations of CD11b+Gr-1+ cells were significantly higher
in the tumors of DC-Dll1-ablated mice (Fig. 3a, d). In
the lymphoid organs of spleen and LN also, increased
numbers of CD11b+Gr-1+Ly6G+ granulocytic cells
were observed (Fig. 3b). On the other hand, a decline
was noted in the proportions of CD68+MHCII+F4/80+
M1 and CD68+MHCII+CD86+CD206+ M2 macrophages in the tumor-infiltrate and spleen of Dll1-ablated mice (Fig. 3a, b).
Among lymphoid populations, a significantly increased
population of CD4+CD25+ T-cells was observed in
Dll1-ablated mice. Most of the tumor-infiltrating
CD4+CD25+ cells expressed FoxP3, and their proportion
was 2-fold higher in DC-specific Dll1−/− mice compared
to wild-type littermates (Fig. 4a, b). Deletion of Dll1 in
DCs also had a significant effect on CD8+ T-cells that
resulted in their decreased activation in the tumor as
shown by decreased expression of CD25 and CD44. The
proportions of intratumoral activated CD25+ and
central-memory CD44+CD62L+ CD8+T-cells were significantly lower in knockout mice than in wild-type animals (Fig. 4a, b). These effects were, however, not
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Fig. 1 Genetic ablation of Dll1 in CD11c+ cells in mice accelerates tumor growth with decreased survival. a Deletion of Notch ligand genes Dll1
and Jag2 in CD11c+ cells was confirmed by RT-PCR performed with RNA isolated from CD11c+ or CD11c− cells from splenocytes of genetically
modified and wild-type mice. Lewis lung carcinoma (LLC) tumor growth (b) and log-rank survival curves (c) for mice with hetero or homozygous
deletion of Dll1 in CD11c+ cells and wild-type littermates. d Pancreatic MT5 tumor growth in CD11c+ cell-specific Dll1−/− and wild-type mice.
e LLC tumor growth in CD11c+ cell-specific Jag2−/− and wild-type littermates. Mean ± SEM, 8–10 mice per group; *, p < 0.05; **, p < 0.01

prominent in splenocytes (Fig. 4c) suggesting that the
observed effects of Dll1 gene deletion may only be specific to the tumor microenvironment.
The above data show that abrogation of DLL1-mediated signaling favors Treg differentiation and accumulation, and suppresses effector CD8+T-cells in the
tumor. These data indicate that genetic ablation of the
DC-expressed DLL1 affects T-cell differentiation and activation programs to interfere with the generation of effective anti-tumor immune responses.

Pharmacological interference or enhancement of DLL1Notch signaling affects T-cell proliferation and effector
responses

Activation of Notch receptor proteolytic cleavage and
signaling requires a context-dependent multivalent interaction between Notch receptors and ligands, whereas
soluble monovalent forms of ligands are known to inhibit Notch signaling [24, 29]. We engineered a monovalent soluble DLL1 construct (sDLL1) comprising one
DSL and two N-terminal EGF repeat domains, and
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Fig. 2 CD11c-lineage-specific ablation of Notch ligands alters cytokine production. IFN-γ and IL-4-producing cells were enumerated by ELISPOT
assay among LLC tumor-infiltrating lymphocytes (TIL) from mice with CD11c lineage-specific deletion of Dll1 and wild-type littermates following
re-stimulation with anti-CD3/CD28 beads (a, b) or with LLC tumor antigenic peptide MUT1 (FEQNTAQP) loaded on autologous splenocytes for
48 h (c). d Evaluation of IFN-γ-producing cells in a pool of tumor-draining lymph node cells from the same mice following re-stimulation with
anti-CD3/CD28 beads. e Evaluation of IFN-γ and IL-4-producing cells among tumor-infiltrating lymphocytes from Jag2−/− or wild-type littermate
mice following re-stimulation with anti-CD3/CD28 beads. Mean ± SEM, 5 mice per group; *, p < 0.05, **, p < 0.01

compared its effects with multivalent clustered DLL1, a
complex formed by DLL1-IgG Fc fusion protein, biotinylated anti-Fc antibodies and avidin that selectively
triggers DLL1-Notch signaling [24]. The monomeric
sDLL1 construct inhibited Notch signaling triggered by
multivalent clustered DLL1 as manifested by the
dose-dependent decrease in expression of the Notch
downstream target Hes1 mRNA in treated murine 3 T3
fibroblast cells (Fig. 5a). Thus, sDLL1 acts as a competitive inhibitor of multivalent DLL1-triggered signaling.
To further confirm that DLL1-mediated Notch signaling is required for efficient T lymphocyte function, we

assessed the effects of genetic versus pharmacological
interference with DLL1 signaling on the ability of DCs
to stimulate T-cell proliferation and function. DCs were
generated from wild-type or DC-specific Dll1−/− mouse
bone marrow cells, as described [30], and co-cultured
with allogeneic T-cells labeled with cell tracer fluorescent dye in the presence of soluble CD3 antibody. In
T-cell co-cultures with wild-type DCs, sDLL1 protein
was added to block DLL1-mediated signaling. DCs generated from Dll1−/− mouse showed impaired ability to
stimulate T-cell proliferation in contrast to wild-type
DCs. The presence of sDLL1 in T-cell stimulation
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Fig. 3 CD11c-lineage-specific Dll1-ablated tumor-bearing mice exhibit no change in dendritic cells but increase CD11b+Gr1+ cell proportions.
Myeloid populations were evaluated by flow cytometry on day 17–18 after LLC tumor initiation in Dll1 knockout and wild-type littermate mice.
Percentage of indicated populations are shown in the tumor infiltrate (TIL) (a) and in a pool of splenocyte and LN cells (b). c Total cell yields in
the splenocytes and tumor single cell suspensions. d Representative FACS plots for CD11b versus CD11c, Ly6C or Ly6G staining (c). Mean ± SEM,
5–7 mice per group; *, p < 0.05; **, p < 0.01

J Immunother Cancer: first published as 10.1186/s40425-019-0566-4 on 2 April 2019. Downloaded from http://jitc.bmj.com/ on May 8, 2020 by guest. Protected by copyright.

A

Tchekneva et al. Journal for ImmunoTherapy of Cancer

(2020) 7:95

Page 7 of 17

B

C

Fig. 4 Tumor-bearing mice with CD11c-lineage-specific deletion of Dll1 exhibit increased Treg and decreased effector T-cell subsets. Lymphoid
populations were evaluated by flow cytometry on day 17–18 after LLC tumor initiation in Dll1 knockout and wild-type littermate mice.
Percentage of indicated populations are shown in CD4+ and CD8+ subsets in the tumor infiltrate (TIL) from knockout and wild-type littermates (a)
with representative flow plots for CD4 versus CD25, and CD8 versus CD25 (b) and in a pool of splenocytes and LN cell cells from the same mice
(c). Mean ± SEM, 5 mice per group, *, p < 0.05; **, p < 0.01

cultures also resulted in decreased T-cell proliferation as
assessed by the cell tracer dye dilution profile (Fig. 5b, c).
Moreover, LLC tumor-bearing wild-type mice treated with
sDLL1 significantly increased tumor growth (Fig. 5d),

similar to accelerated tumor growth seen in DC-specific
Dll1−/− mice (Fig. 1b). The inhibition with sDLL1 also resulted in decreased IFN-γ-producing tumor-infiltrating
T-cells (Fig. 5e). Thus, pharmacological or genetic
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disruption of DLL1-Notch interaction decreased T-cell
proliferation, IFN-γ production and anti-tumor T-cell
function, confirming the critical requirement for
DLL1-Notch signaling for DC-supported T-cell function.
We further tested the effect of interference with
DLL1-mediated Notch activation on the induction of

T-cell cytotoxic responses using the sDLL1 construct in
the non-tumor context of a cardiac allograft rejection.
C57BL/6 mice were transplanted with MHC-mismatched heterotopic BALB/c heart allografts and treated
with sDLL1 construct (1 mg/kg body weight, i.p.) or vehicle control every 2 days. The sDLL1 treatment of
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Fig. 5 Monomeric soluble DLL1 or Dll1-ablated dendritic cells restrict Notch signaling and impair T-cell cytotoxic responses. (a) Expression of
Notch downstream target Hes1 mRNA was assessed by qRT-PCR in 3 T3 cells treated with clustered DLL1 in the presence of soluble DLL1 (sDLL1)
construct at indicated concentrations for 16 h. b, c T-cell proliferation was measured after co-incubating allogeneic T-cells labeled with Cell Tracer
Violet fluorescent dye with bone marrow-derived Dll1−/− or wild-type DC in the presence of soluble anti-CD3 for 5 days. In some T-cell cultures
with wild-type DC, soluble DLL1 construct was added at the indicated concentrations. Representative Cell Tracer Violet dye dilution profile is
shown (b). d Tumor volume was measured in LLC tumor-bearing mice treated with sDLL1 construct 1 mg/kg body weight, i.p. every 2 days for
20 days. e IFN-γ producing tumor-infiltrating cells from these mice were enumerated by ELISPOT assay on day 18 after LLC tumor initiation. Mean
± SEM, 8 mice per group; *, p < 0.05; **, p < 0.005. f, g C57BL/6 mice were transplanted with BALB/c heart allografts on day 0 and treated with
sDLL1 construct (1 mg/kg) i.p. on days − 3, − 1, 1, 3, 5 and 7. f Heart allografted C57BL/6 mice log-rank survival. g IFN-γ ELISPOT assay on
recipient CD8+T cells isolated after heart allograft and re-stimulated with mitomycin C-treated donor spleen cells in the presence of recipient
C57BL/6 splenocytes. h Percentage of FoxP3+ cells among CD4+ splenocytes after heart allograft. Mean ± SEM, 4–8 mice per group; *, p < 0.05
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Monomeric soluble JAG1 construct decreases Treg
frequency, reduces PD-1 expression on CD8+Tem cells
and improves anti-tumor immunity

Our results showing differential cytokine patterns in
mice with DC-specific deletion of Dll1 and Jag2 ligands
suggested that Notch ligands had differential effects on
the induction of immune responses. We constructed a
monovalent soluble JAG1 (sJAG1) construct comprising
total five N-terminal domains (MNNL, DSL and 3 EGF
repeats) of mouse JAG1, and evaluated the significance
of JAG1-mediated Notch signaling in anti-tumor responses. LLC tumor-bearing mice were treated with
sJAG1 at a dose of 1 mg/kg body weight or vehicle control, i.p. every 2 days. The treatment with sJAG1 resulted
in significant reduction of tumor growth and improved
survival of animals (Fig. 6c, d). Moreover, these effects
were associated with the decreased numbers of
CD4+FoxP3+ Treg cells. We also noted significantly

reduced accumulation of tumor-infiltrating CD11b+Gr1+
cells (40.1 ± 8.3% vs. 11.0 ± 3.8% among CD45+ cells for
control and sJAG1-treated groups, respectively), and increased IFN-γ production by lymphoid cells (Fig. 6f ).
These data suggest an important role of JAG1-mediated
Notch signaling in the induction of anti-tumor T-cell
responses.
We also assessed whether the engineered Notch ligand
DLL1 and JAG1 constructs modulate the differentiation
of memory T-cells in vitro in a T:DC stimulation
co-culture. Results show that inhibition with soluble
JAG1 or stimulation with clustered DLL1 constructs increased the frequency of CD8+T-central memory cells
concomitant with a decrease in the frequency of
CD8+T-effector
memory
cells
(Fig.
7a
and
Additional file 1: Figure S1). The decrease in the frequency of CD8+Tem cells was not due to exhaustion as
both constructs significantly decreased the expression of
checkpoint molecule PD-1 (about 3-fold by sJAG1 and
2.5-fold by clustered DLL1) in CD8+Tem cells, but not
in CD8+Tcm, in a dose-dependent manner (Fig. 7a and
Additional file 2: Figure S2). The expression of CTLA-4
was negligible and unchanged following treatments with
the constructs.
Dendritic cell-expressed NOTCH ligands correlate with
PD-1 or NOTCH receptor expression in CD8+ T-effector
memory population in human lung tumor-infiltrates

We sought to determine if there is a relationship between
the expression of NOTCH ligands on antigen presenting
cells and T-cell phenotype in human lung cancers. We
profiled the expression of NOTCH ligands, NOTCH receptors and PD-1 on various subsets of myeloid and
lymphoid cells in tumor-infiltrating immune cells in primary lung cancers. The analysis revealed a highly significant correlation between the proportion of JAG1 or
JAG2-expressing tissue-resident CD11b+CD11chigh DCs
and the numbers of PD-1-expressing T-effector-memory
(Tem) CD8+CCR7−CD45RA− and T-terminal-effector
(Temra) CD8+CCR7−CD45RA+ cells, with JAG1 demonstrating the strongest correlation (p = 0.0005) (Fig. 7b and
Additional file 3: Figure S3). Correlations between DCexpressed DLL1 (p = 0.007) or DLL4 (p = 0.01) and PD-1
on Tem subsets were also observed; however, significance
of these correlations was substantially less than that for
JAG1 (Fig. 7b). Correlations between CD11b+CD11chigh
cells expressing JAG ligands and PD-1-expressing
CD8+CCR7+CD45RA− Tcm were marginal, with no significant correlation between PD-1 in Tcm and Delta-like
ligands (Fig. 7b).
In contrast to PD-1, numbers of Tem cells expressing
NOTCH receptors highly significantly correlated with the
proportion of DCs expressing DLL1 or DLL4 (Fig. 7c).
While
statistically
significant
correlation
of
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C57BL/6 recipient mice significantly prolonged host
allograft survival when compared to mice treated with
vehicle control (Fig. 5f ). This prolonged survival was associated with a decreased production of IFN-γ by
donor-reactive recipient C57BL/6 CD8+ T-cells following restimulation with mitomycin-C-treated allogenic
donor BALB/c splenocytes in the presence of recipient
antigen-presenting cells (Fig. 5g). There was no major
shift toward IL-4 or IL-17 production (82 ± 7 vs. 84 ± 8
IL-4 spots and 16 ± 5 vs. 18 ± 2 IL-17 spots per 106
spleen cells for control and sDLL1-treated groups, respectively), or in the proportion of CD4+FoxP3+ T-cells
(Fig. 5h). These data demonstrate that interference with
the DLL1-mediated Notch activation specifically suppresses induction of anti-tumor or alloreactive T-cell
responses.
In search for potential therapeutics to correct insufficiency or deficiency in DC-expressed DLL1-mediated
Notch activation pharmacologically, we tested the efficacy of multivalent clustered DLL1 in the setting of
DLL1 deficiency in tumor-bearing hosts. The wild-type
or DC lineage-specific Dll1−/− mice were established
with lung LLC or pancreatic MT5 tumors and treated
with clustered DLL1 every two days for twenty days.
Clustered DLL1 treatments significantly reduced tumor
growth and prolonged survival in both wild-type and
DC-specific Dll1−/− animals (Fig. 6a, b).
These results with monomeric or clustered DLL1 constructs demonstrate that DLL1-based therapeutics has
the potential to attenuate or activate Notch signaling in
various disease conditions. Soluble DLL1 can prevent
allograft rejection, whereas clustered DLL1 can substitute in large part for inadequate presentation of DLL1
by DCs needed for proper T-cell stimulation, and elicit
anti-tumor responses to reject tumors.
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Fig. 6 Pharmacological manipulation of DLL1 or Jag1-mediated signaling reduces tumor growth and improves anti-tumor immunity. a, b
Enhancement of DLL1 signaling using multivalent clustered DLL1 overcomes the critical dendritic cell DLL1 deficiency and restricts tumor growth.
Growth of LLC tumor (a) and MT5 pancreatic tumor (b) in wild-type and DC-specific Dll1−/− mice. Mice were treated with 0.2 mg/kg body weight
of multivalent clustered DLL1-Fc fusion protein every 2 days for 20 days. Mean ± SEM, 8 mice per group; *, p < 0.05; **, p < 0.01. c, d Treatement
with soluble fragment of extracellular domain of JAG1 (sJAG1) significantly reduces tumor growth and improves survival of tumor-bearing mice.
LLC tumor growth (c) and log-rank survival curves (d) in mice treated with monovalent soluble JAG1 construct, 1 mg/kg body weight, i.p. every 2
days for 20 days. Percentage of FoxP3+ cells among CD4+ cells (e) and IFN-g ELISPOT (f) for splenocytes in mice treated with soluble JAG1 on day
18 after LLC tumor initiation. Mean ± SEM, 8–10 mice per group; *, p < 0.05; **, p < 0.01

Tem-expressed NOTCH2 and NOTCH3 was observed
with DC-expressed JAG1 and JAG2, it was less pronounced. No statistically significant correlations were
identified for Tcm cells, except for NOTCH4 receptor
with DC-expressed JAG1, DLL1 and DLL4 (Fig. 7c). There
was no correlation between NOTCH ligand expression on

DCs and expression of PD-1 or NOTCH receptors in the
populations of CD8+CCR7+CD45RA+ naïve CD8 T cells
or naïve, effector or memory CD4 T-cells (Additional file
3: Figure S3). The above results imply that the interactions
between select DC-expressed Notch ligands and Notch receptors in T-cells present a key point of regulation for
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Fig. 7 Dendritic cell Jagged expression correlates with PD-1 expression on T-effector-memory cells. a Purified T cells were stimulated in vitro in a
T:DC (3:1) stimulation co-culture with allogeneic bone marrow-derived dendritic cells in the presence of CD3/CD28 beads (1 μg/mL) for four days
with or without treatment with clustered DLL1 (1.5 μg/mL) or monovalent soluble JAG1 (20 μg/mL) constructs. Expression of CD62L, CD44, CTLA4 and PD-1 was assessed on gated populations as indicated by flow cytometry. Dot plots from a representative experiment out of two
independent experiments with duplicates are shown. b-c Lung tumor single cell suspensions from 10 patients were evaluated for the expression
of NOTCH ligands on tissue-resident CD11b+CD11chigh dendritic cells and PD-1 and NOTCH receptors in populations of T cells by flow cytometry.
NOTCH ligands in CD11b+CD11chigh cells were compared to PD-1 positivity of Tem and Tcm cells (b) or to NOTCH receptor positive T cell
subsets by Pearson’s correlation (c.) All p-values were corrected using the Benjamani- Hochberg procedure; n = 8; * p < 0.05. Color code indicates
the strength of correlation. d Scheme summarizing available data on the regulation of T cell responses by Notch ligands

T-cell-mediated immunity by modulation of T-cell differentiation and functionality in human lung tumors.

Discussion
Interaction of DCs with T lymphocytes is critical to determining the type and strength of the induced immune response. Adequate presentation of antigens along with
other essential signals and cytokines provided by DCs are

necessary for the differentiation of effector T-cells and to
elicit a strong anti-tumor immunity. It is known that distinct inflammatory responses up-regulate expression of either Delta-like or Jagged ligands in DCs to guide activated
CD4+ T-cells toward a specific type of T helper commitment [12, 18]. The current study demonstrates that in
addition to the known T-cell differentiation signals, the
interaction between selective Notch ligands presented by
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confirmed functions of Notch1, Notch2 and DLL4 in
DC-T-cell interactions along with our data on the involvement of DLL1 in Th cell polarization and CD8+
T-cell differentiation into effector and memory cells, it is
reasonable to hypothesize that the roles of different
Notch receptors and ligands are distinct during the multistep process of T-cell lineage commitment and differentiation. The initial interaction between DC-expressed
DLL4 and T-cell Notch1 would support T-cell activation
and metabolic reprogramming, enhance expression of
Notch2 and potentially modulate the expression of other
Notch ligands. Engagement of Notch2 and DLL1 then
would drive effector T-cell differentiation and CTL responses. Altogether, the results point to a functional axis
of DLL4/DLL1 and Notch1/Notch2 as an essential element in DC-T-cell interactions needed for the induction
of effector T-cell differentiation and eliciting
T-cell-mediated anti-tumor immunity.
Among Jagged family of Notch ligands, Jag2 was previously implicated in the induction of Th2 type responses
[16, 19, 33]. In our study, Jag2 deletion in DCs did not
result in any major changes in anti-tumor T-cell responses, such as IFN-γ production but had a negative effect on the number of IL-4 producing cells, consistent
with the role of Jag2 in supporting Th2 differentiation.
In contrast, pharmacological treatment with monomeric
soluble JAG1 resulted in remarkable inhibition of tumor
growth that was associated with the down-regulation of
Treg cell differentiation, significantly decreased tumor
infiltration with CD11c+Gr1+ cells, and enhanced IFN-γ
production. Together with recently published data implicating Jag1 in regulating the suppressive function of
myeloid-derived suppressor cells (MDSC) [36], these
data identify Jag1 signaling as a prominent factor in immunosuppression mediated by both regulatory T-cells
and MDSC.
Analysis of human tumor-infiltrating immune cells
confirmed the potential link between expression of
Notch ligands by tissue-resident CD11b+CD11chigh DCs
and functional state of T-cells defined by their expression of PD-1 and Notch receptors. PD-1 expression is
regulated by multiple intercellular interactions, including
Notch-mediated transcriptional control of the Pdcd1
gene encoding PD-1 in CD8+ T cells [37]. Recently, stem
cell memory (scm)-like T-cells were generated from activated murine and human CD4+ and CD8+ T-cells by
coculturing with stromal cells presenting DLL1 ligand.
Further, Notch-mediated conversion of activated cells
into Tscm was associated with the loss of PD-1 and
CTLA-4 molecules [38]. We also show enhancement of
CD8+ Tcm populations with a decrease of PD-1 expression by clustered DLL1-triggered signaling or inhibition
of JAG1-mediated signaling. Our data have identified a
novel link between PD-1 expression in effector-memory
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DCs and Notch receptors on T-cells provide critical differentiation signals, which function to polarize lymphocytes
towards T effector and memory cells. Our data show that
presentation of DLL1 by DCs is indispensable for the induction of anti-tumor T-cell responses.
Notch signaling is highly responsive to variation in
Notch ligand expression in hematopoietic organs [31–33].
Previous studies showed that altered expression of Notch
ligands could underlie immunosuppression in cancer, and
in particular, expression of Delta-like ligands DLL1 and
DLL4 was significantly down-regulated in tumor-bearing
hosts [20, 24, 25]. DC lineage-specific genetic ablation or
systemic blockade of DLL1-Notch interaction, as shown
in this study, resulted in accelerated tumor growth in the
tested lung and pancreatic tumor models, likely due to insufficient DLL1 signaling and consequent impairment of
anti-tumor immune responses. Deficiency in DLL1 expression in DCs resulted in a significant reduction of
CD8+ T-cell activation, tumor antigen-specific CTL and
differentiation of central memory CD8+CD44+CD62L+
T-cell populations. The DLL1 deficiency was also associated with an accumulation of monocytic and granulocytic
CD11b+Gr1+ cells and increased differentiation of Treg
cells. The results imply that the adequate expression of
DLL1 in DCs is a prerequisite for eliciting effector T-cells
and efficient anti-tumor responses.
Notch can orchestrate multiple T-cell lineage programs and concurrently regulate Th1, Th2 and Th17 cell
differentiation. In this function, Notch activity is thought
to be unbiased or unaffected by the cytokine environment [34]. Our study reveals that cell-lineage specific
ligand-receptor interactions determine the T-cell lineage
commitment and effector outcomes. Our findings in
mice with DC-specific ablation of Notch ligands and
therapeutic modulation in tumor and allograft rejection
settings by engineered ligand constructs support the
earlier gain-of-function observations [17, 18], and
strongly suggest the instructive nature of the interactions
between DC-expressed Notch ligands and T-cell Notch
receptors in regulating T lymphocyte commitment and
effector responses.
Notch1 and Notch2 have been identified as key Notch
receptors for eliciting T-cell effector function, including
anti-tumor responses. It was recently shown that Notch1
activation occurred in peripheral CD4+ T-cells in a
ligand-independent manner through chemical alterations
in the endosome within a few hours post–TCR stimulation and was required for optimal T-cell activation [35].
Another study revealed the involvement of Notch signaling in the regulation of T-cell metabolic reprogramming
and proposed that activation of Notch1 on Th cells by
DC-expressed DLL4 was essential for fine tuning the
sensitivity, magnitude and quality of the initial CD4+
T-cell responses upon antigen encounter [21]. Given the
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Conclusions
We studied the effects of CD11c lineage-specific deletion, inhibition or activation of Notch ligands on T-cell
function. Distinct immunoregulatory roles of Notch ligands were identified, with dendritic cell-expressed
DLL1 and JAG1 having opposing effect on CTL responses. Results suggest that engineered Notch ligand
constructs could be a novel class of immunomodulatory
drugs. However, no direct data are yet available to show
the efficacy of such Notch ligand constructs to human
cancers. Nevertheless, the consensus is building that
regulation of Notch in cancer immunity is a very attractive approach [42] that will further enhance therapeutic
success in the ongoing revolution in cancer immunotherapy [43, 44]. Thus, strategies incorporating selectively engineered Notch ligands could open a new
approach of therapeutics for modulating immunity in
various immunosuppressive conditions including cancer.
Methods
Cell lines

Murine Lewis lung carcinoma (LLC) and 3 T3 cell lines
were obtained from the American Type Culture Collection (Manassas, VA). Murine MT5 pancreatic cells were
a kind gift from Dr. Tuveson (Cold Spring Harbor Laboratory, Cold Spring Harbor, NY). Low-passage (less
than 10) cultures were used for the experiments. All active cell cultures were checked for mycoplasma routinely
using a commercial PCR test. Purity and identity of cells
were also confirmed by flow cytometry (FACS) analysis
with antibodies to appropriate markers.
Mice and generation of DC lineage specific Notch ligand
knockout mice

Male and female C57BL/6 and BALB/c mice (7 to
8-week-old) used at equal numbers were purchased from
The Jackson Laboratory (Bar Harbor, MN).
C57BL/6 mice with floxed alleles for the Dll1 gene
were received from Dr. J. Lewis (Cancer Research UK,
London, UK); Jag2 gene-targeted floxed mice were
kindly provided by Dr. T. Gridley (Maine Medical Center, Scarborough, MN). Generation of Dll1flox/flox and
Jag2flox/flox conditional knockout mice and genotyping of
floxed and deleted alleles have been described previously
[45–47]. B6.Cg-Tg(Itgax-cre)1-1Reiz/J mice expressing Cre
recombinase under the CD11c (integrin-αX; CD11c-Cre)
promoter were purchased from The Jackson Laboratory.
The animals were housed in pathogen-free units.
We generated mice bearing deletion of Dll1 or Jag2 in
CD11c+ cells by mating syngeneic B6.Cg-Tg(Itgax-cre)1-1Reiz/J mice expressing Cre-recombinase under
CD11c promoter and DLL1flox/flox or Jag2flox/flox mice
and then by crossing their progeny. In the resultant
mice, CD11c+ cells with hetero- or homozygous allele
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T-cells and expression of Jagged ligands by DCs. This
Jagged-PD-1 axis is consistent with the inhibition of
anti-tumor T-cell activity and prevents the induction of
lasting T-cell-memory responses. Data also stress high
significance of Jag1 as a therapeutic target and indicate
that its blockade would be beneficial through multiple
mechanisms including decreased expression of PD-1 in
T-cells. Significance of the regulation of Notch receptors
in Tem cells by DC-expressed Notch ligands is yet to be
elucidated.
Available data on the roles of different Notch ligands
in regulation of T-cell differentiation are summarized in
Fig. 7c. With both Notch1 and 2 receptors involved,
higher DLL1 and DLL4 expression by DCs and other
antigen-presenting cells favors Th1 type and CD8+ CTL
responses [14, 24, 25]. Higher expression of Jag2 is
linked to predominant Th2 and likely Th17 type responses, whereas high expression of Jag1 and decreased
expression of Delta-like ligands supports regulatory
T-cell commitment [8, 15, 16, 19, 33, 39, 40].
The essential role of Notch ligands in the immune
regulation raises an important question about the factors that modulate their expression in DCs. A number of factors affecting expression of Notch ligands
have been identified in various cellular and tissue systems [41]. Some of them, including VEGF, FGF and
PGE2, have been implicated in the generation of dysfunctional or immunosuppressive DCs. It is conceivable that part of these immunosuppressive effects
could be mediated via alteration of Notch ligand presentation and shift from ligands critical for Th1 or
CTL differentiation toward ligands committed to
other T-cell lineages including Treg and Th2.
Identification of pharmacological approaches to modulate ligand-specific Notch signaling for the therapeutic
induction of immune responses could provide a powerful tool for directing polarization of T lymphocytes and
dissecting the T-cell differentiation requirements. We
tested approaches to modulate Th1 type, CTL and Treg
responses using multivalent activating or monovalent
inhibiting DLL1 and JAG1 constructs in lung and pancreatic tumor and cardiac allograft models. Therapeutic
activation of Notch signaling by clustered DLL1 in large
part restored deficient presentation of DLL1 by DCs.
Conversely, interference with ligand specific signaling
by monovalent soluble JAG1 or soluble DLL1 efficiently improved anti-tumor immunity or blocked
anti-tumor and allogeneic T-cell responses, respectively. The experiments with engineered mono- and
multivalent Notch ligands demonstrate the potential
of Notch ligand-based constructs in regulation of specific types of immune responses and open a venue for
exploration of a novel class of therapeutics for modulating immunity.
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Expression levels of Notch ligands

RT-PCR was utilized to confirm deletion of Notch ligand
genes in CD11c+ cells. CD11c+ cells were isolated from
splenocytes by flow sorting, as described below. RNA was
extracted with RNeasy Mini kit and possible genomic
DNA contamination was removed by on-column DNase
digestion using the RNase-free DNase kit (Qiagen;
Valencia, CA). cDNA was synthesized using SuperScript
III Reverse Transcriptase kit (Invitrogen, Grand Island,
NY) and used in PCR reactions with gene-specific
primers, described previously [24]. Amplification of endogenous β-actin was used as an internal control.
Pharmacological inhibition and activation of DLL1 and
JAG1 signaling

We engineered a DLL1 construct where part of the soluble extracellular domain of mouse DLL1 protein comprising DSL, EGF1 and EGF2 domains with TEV and
6-His sequences was expressed in E. coli and isolated
using Ni-column (Bio-Rad, Hercules, CA). The preparation was 90% pure as assessed by polyacrylamide gel
electrophoresis with Coomassie R-250 staining. Mouse
JAG1 construct comprising MNNL, and DSL followed
by three EGF domains of JAG1 was produced in E. coli
by MyBiosource, Inc. (San Diego, CA). The inhibitory
activity of these reagents was confirmed by their ability
to decrease Hes1 expression in response to Notch stimulation with the respective ligand in cell culture assay.
These constructs are referred to in the text and figures
as soluble DLL1 (sDLL1) and soluble JAG1 (sJAG1),
respectively.
Tumor model experiments and treatments

To induce tumors, mice were inoculated subcutaneously
(s.c.) in the flank with 0.25 × 106 LLC or 106 MT5 cells as
described previously [25, 30, 48]. Tumor volume was measured with calipers. For survival experiments, mice were
observed until they reached exclusion criteria as determined by the IACUC protocol. To evaluate immunological correlates, mice were euthanized on days 17–18
and 14–15 for LLC and MT5 models, respectively.

To inhibit ligand-specific Notch signaling, tumor-bearing mice received sDLL1 or sJAG1 at a dose of 1 mg/kg
body weight (25 μg per injection) of the protein in 100 μl
of vehicle (Saline, 5% glycerol) intraperitoneally (i.p.)
every other day. The control groups received 100 μl of
saline vehicle instead of the ligand. Multivalent form of
DLL1 (clustered DLL1) was utilized to stimulate
DLL1-mediated Notch activation in vivo at a dose of 0.2
mg/kg body weight (5 μg per injection) of DLL1-Fc fusion protein i.p. every other day, as described previously
[24, 25]. All treatments started at day 3–4 after tumor
injection.
Tumor cell suspension, lymphocyte enrichment and T-cell
functional analyses

Single cell suspensions of tumors from mice were prepared using Miltenyi Biotec (Auburn, CA) Tissue dissociation kit and Gentle MACS instrument according to the
manufacturer’s recommendations. Lymphocytes were than
enriched by Lympholyte M (Cedarlane, Burlington,
Canada) gradient centrifugation and used to quantify the
cytokine producing cells. LLC cells express a defined antigenic peptide MUT1 (spontaneously mutated connexin
37), FEQNTAQP allowing evaluation of antigen-specific
CD8+T-cell responses [49]. Briefly, 5 × 105 cells per well
from the tumor cell suspensions or 2 × 105 cells per well
from tumor-draining LN were restimulated with 10 μM of
MUT1 or irrelevant control peptide loaded on autologous
mitomycin-C treated splenic cells for 48 h and IFN-γ or
IL-4-producing cells were evaluated by dual ELISPOT
assay (CTL, Shaker Heights, OH) according to the manufacturer’s protocol. Peptides were synthesized by the
American Peptide Company, Inc. (Sunnyvale, CA). Alternatively, gradient centrifugation-enriched cells (1.5 × 105
cells per well) were stimulated with Dynabeads Mouse
T-Activator CD3 and CD28 antibodies coupled to beads
(Life Technologies, Carlsbad, CA), as recommended by
the manufacturer, and IFN-γ or IL-4-producing cells were
enumerated by ELISPOT assay. Parts of tumor single cell
suspension, splenocytes and LN cell population from the
same mice were used for immunophenotyping of cells by
FACS (see below).
The effect of Notch ligand gene knockout on T-cell
stimulatory activity of DCs was evaluated in allogeneic
mixed lymphocyte reaction (MLR). DCs were generated
from bone marrow of wild type or knockout animals in
the presence of GM-CSF and IL-4, as described earlier
[30]. T-cells from allogeneic mice isolated by negative
selection using T-cell isolation columns (R&D Systems,
Minneapolis, MN) were labeled with Cell Tracer Violet
dye (ThermoFisher Sci., Grand Island, NY) and incubated for 5 days with bone-marrow derived DC in the
presence of a soluble anti-CD3. Dye dilution in proliferating T-cells was measured by flow cytometry.
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deletion had genotype Dll1flox/−Cre+/−, Jag2flox/−Cre+/−,
Dll1−/−Cre+/− or Jag2−/−Cre+/−, respectively. Their littermates with “floxed” alleles but without Cre recombinase
transgene served as respective controls in all animal experiments. The allele deletion was confirmed by genotyping and by the assessment of Notch ligand mRNA
expression in flow-sorted CD11c+DC populations from
the spleen by PCR and RT-PCR using genomic DNA
and RNA samples, respectively, with sets of primers specific for floxed and deleted alleles and for ligand mRNA
described previously [24, 45–47] (Fig. 1a).
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Statistical analysis

Wild type C57BL/6 mice were transplanted with
MHC-mismatched heterotopic BALB/c heart allografts
as previously described [50]. Mice with transplants were
treated with sDLL1 construct (1 mg/kg body weight, i.p.)
or vehicle control (Saline, 5% glycerol) on days − 3, − 1,
1, 3, 5 and 7 relative to the day of transplantation. Heart
allograft survival was evaluated daily by palpation, and
rejection was confirmed by laparotomy. IFN-γ ELISPOT
assay was performed on recipient splenic CD8+ T-cells
isolated at the time of graft rejection and restimulated
with mitomycin C treated donor BALB/c spleen cells in
the presence of self-antigen presenting cells.

Data were analyzed using the GraphPad Prism 4.0 software (GraphPad Software Inc., San Diego, CA) and presented as mean ± SEM. Comparisons between treatment
and control groups were performed using one-way
ANOVA followed by Dunnett’s post-tests. Comparisons
between two groups were performed using two-tailed
unpaired t tests. Survival curves were compared using
Mantel-Haenszel log rank test. The p-values for multiple
comparisons in human sample analyses were adjusted using
the Benjamani-Hochberg procedure. Differences were considered statistically significant when p-values < 0.05.

Additional files
Patient samples and analysis of PD-1 and NOTCH proteins
on tumor-infiltrating immune cells

Ten freshly resected de-identified lung cancer samples
were obtained under an informed consent from an unselected patient population in terms of tumor types and
stages, age, sex and ethnicity. Tumor tissue single cell
suspensions were prepared using the Tissue dissociation
kit and Gentle MACS instrument from Miltenyi Biotec
according to the manufacturer’s recommendations. Cells
were live frozen until the analysis. Analysis of tumor- infiltrating immune cells was performed by flow cytometry
using lineage-specific antibodies and antibodies to PD-1,
NOTCH receptors and ligands. After gating for T-cell
and myeloid subsets, cell populations were further gated
by PD-1, Notch ligand, or Notch receptor positivity. Populations of PD-1-positive, Notch ligand-positive, or Notch
receptor-positive cells were compared using Pearson’s correlation in R using the packages “Hmisc” and “corrplot”.
Flow cytometry and cell sorting

Fluorochrome-labeled cell surface or intracellular protein specific antibodies were obtained from BD Biosciences, Pharmingen and eBioscience, Inc. (San Diego,
CA). For staining of cell-surface markers, cells were incubated with the antibodies for 20 min on ice. For intracellular FoxP3 staining, cells were first stained for
lineage-specific markers, then permeabilized for 20 min
with BD fixation/permeabilization kit and incubated
with fluorochrome-labeled FoxP3-specific antibody.
Matched fluorochrome-conjugated isotype IgG controls
were used as staining controls. Flow sorting of CD11c+
cells from splenocytes of wild type mice or animals with
Notch gene deletion was performed using Aria IIu cell
sorter (BD Immunocytometry). Nonviable cells were excluded using 7-amino actinomycin D staining. Antigen
negativity was defined as having the same fluorescent intensity as the isotype control. FACS data were acquired
using a FACS LSR II (BD Immunocytometry) or a Guava
EasyCyte HT (Millipore) instrument and analyzed with
FlowJo software (Tree Star, Ashland, OR).

Additional file 1: Figure S1. Clustered DLL1 and soluble JAG1
constructs modulate the differentiation of memory T-cells in vitro. Purified
T cells were stimulated in vitro in a T:DC (3:1) stimulation co-culture with
allogeneic bone marrow-derived dendritic cells in the presence of CD3/
CD28 beads (1 μg/mL) for four days with or without treatment with the indicated concentrations of clustered DLL1 or monovalent soluble JAG1 constructs. Expression of CD62L and CD44 was assessed on gated CD8
population as indicated by flow cytometry. Dot plots from a representative
experiment out of two independent experiments with duplicates are
shown. (PPTX 4553 kb)
Additional file 2: Figure S2. Clustered DLL1 and soluble JAG1 constructs
decrease the expression of checkpoint molecule PD-1 on T-effector memory
cells in vitro. Purified T cells were stimulated in vitro in a T:DC (3:1) stimulation co-culture with allogenic dendritic cells in the presence of CD3/CD28
beads (1 μg/mL) for four days with or without treatment with the indicated
concentrations of clustered DLL1 or monovalent soluble JAG1 constructs.
Expression of CTLA-4 and PD-1 was assessed on gated populations as indicated by flow cytometry. Dot plots from a representative experiment out of
two independent experiments with duplicates are shown. (PPTX 8407 kb)
Additional file 3: Figure S3. T-cell expressed PD-1 and NOTCH receptors
correlate with DC-expressed NOTCH ligands in human lung tumor-infiltrate.
Heatmap shows Pearson’s correlation between the indicated populations.
P-values were corrected by Benjamani-Hochberg procedure. Color code
indicates the strength of correlation and direction; * p < 0.05. (PPTX 181 kb)
Abbreviations
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ligands; Jag: Jagged; LLC: Lewis Lung Carcinoma; MLR: Mixed lymphocyte
reaction
Acknowledgements
The authors thank Ms. Elena M. Dikova, B.S. and Stephanie Fortier, B.S. for
editing the manuscript; they also thank Mr. Luke D. and Ms. Dulcinea D. for
their help with the manuscript preparation.
Funding
The work was supported by National Institutes of Health Grants
RO1CA175370 (M.M.D. and D.P.C.) and R01CA138923 (M.M.D.), UO1CA196405
(P.P.M), Ohio State University, Drug Development Institute grant (M.M.D.),
Dallapezze Fund (M.M.D. and D.P.C.), Team Science Award, The James
Comprehensive Cancer Center, Ohio State University (D.P.C., M.M.D., T.M.),
Meharry Clinical and Translational Research Center Pilot Grant U54
MD007593 (A.S.), U54 CA163069 (A.S.) and SC1 CA182843 (A.S.). There was no
role of the funding bodies in the design of the study and collection, analysis,
and interpretation of data and in writing of the manuscript.
Availability of data and materials
The data and material that support the findings of this study are available
within the manuscript or supplementary information files or from the
corresponding authors on reasonable request.

J Immunother Cancer: first published as 10.1186/s40425-019-0566-4 on 2 April 2019. Downloaded from http://jitc.bmj.com/ on May 8, 2020 by guest. Protected by copyright.

Cardiac allograft rejection model

Tchekneva et al. Journal for ImmunoTherapy of Cancer

(2020) 7:95

Ethics approval and consent to participate
The animal studies were performed at The Ohio State University Wexner
Medical Center in compliance with the protocol approved by the
Institutional Animal Care and Use Committee regulations.
Lung cancer samples were obtained from patients who signed an informed
consent at the Vanderbilt University Medical Center (VUMC). The human
study was conducted on de-identified samples under Institutional Review
Board (IRB) protocol 000616 from VUMC.

7.
8.
9.

10.

11.
12.
13.

14.

15.
Consent for publication
Not applicable.
16.
Competing interests
Authors declare no competing conflict of interests.

17.
18.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in
published maps and institutional affiliations.
Author details
1
Division of Medical Oncology, Department of Internal Medicine, The Ohio
State University Wexner Medical Center and The James Comprehensive
Cancer Center, 460 W 12th Ave, 484 BRT, Columbus, OH 43210, USA.
2
Department of Biochemistry, Cancer Biology, Neuroscience and
Pharmacology, Meharry Medical College School of Medicine, 2005 Harold D.
West Basic Sciences Building, 1023 21st Ave N, Nashville 37208, TN, USA.
3
Department of Microbiology, Immunology and Physiology, Meharry Medical
College School of Medicine, Nashville, USA. 4School of Graduate Studies and
Research, Meharry Medical College, Nashville, TN, USA. 5Sechenov First
Moscow State Medical University, Moscow, Russia. 6Division of Hematology,
Department of Internal Medicine, The Ohio State University Wexner Medical
Center, Columbus, OH, USA. 7Department of Chemistry and Biochemistry,
The Ohio State University, Columbus, OH, USA. 8Department of Inflammation
and Immunity, Cleveland Clinic, Cleveland, OH, USA. 9Department of
Pathology, West Virginia University, Morgantown, WV, USA. 10Department of
Medicine, Vanderbilt University, Nashville, TN, USA. 11Host–Tumor Interactions
Research Program, Vanderbilt-Ingram Comprehensive Cancer Center,
Vanderbilt University, Nashville, TN, USA. 12Vanderbilt Institute for Infection,
Immunology and Inflammation, Vanderbilt University, Nashville, TN, USA.

19.
20.

21.

22.
23.

24.

25.

26.
27.

Received: 5 December 2018 Accepted: 12 March 2019
28.
References
1. Radtke F, MacDonald HR, Tacchini-Cottier F. Regulation of innate and
adaptive immunity by notch. Nat Rev Immunol. 2013;13:427–37.
2. Fiuza UM, Arias AM. Cell and molecular biology of notch. J Endocrinol. 2007;
194:459–74.
3. Kopan R, Ilagan MX. The canonical notch signaling pathway: unfolding the
activation mechanism. Cell. 2009;137:216–33.
4. Bettelli E, Carrier Y, Gao W, et al. Reciprocal developmental pathways for the
generation of pathogenic effector TH17 and regulatory T cells. Nature. 2006;
441:235–8.
5. Tsukumo S, Yasutomo K. Notch governing mature T cell differentiation. J
Immunol. 2004;173:7109–13.
6. Amsen D, Antov A, Jankovic D, et al. Direct regulation of Gata3
expression determines the T helper differentiation potential of notch.
Immunity. 2007;27:89–99.

29.

30.
31.

32.

33.

Auderset F, Schuster S, Fasnacht N, et al. Notch signaling regulates follicular
helper T cell differentiation. J Immunol. 2013;191:2344–50.
Keerthivasan S, Suleiman R, Lawlor R, et al. Notch signaling regulates mouse
and human Th17 differentiation. J Immunol. 2011;187:692–701.
Mukherjee S, Schaller MA, Neupane R, Kunkel SL, Lukacs NW. Regulation of
T cell activation by notch ligand, DLL4, promotes IL-17 production and Rorc
activation. J Immunol. 2009;182:7381–8.
Samon JB, Champhekar A, Minter LM, et al. Notch1 and TGFbeta1
cooperatively regulate Foxp3 expression and the maintenance of peripheral
regulatory T cells. Blood. 2008;112:1813–21.
Riella LV, Yang J, Chock S, et al. Jagged2-signaling promotes IL-6-dependent
transplant rejection. Eur J Immunol. 2013;43:1449–58.
Maekawa Y, Tsukumo S, Chiba S, et al. Delta1-Notch3 interactions bias the
functional differentiation of activated CD4+ T cells. Immunity. 2003;19:549–59.
Skokos D, Nussenzweig MC. CD8- DCs induce IL-12-independent Th1
differentiation through Delta 4 notch-like ligand in response to bacterial
LPS. J Exp Med. 2007;204:1525–31.
Kassner N, Krueger M, Yagita H, et al. Cutting edge: Plasmacytoid dendritic
cells induce IL-10 production in T cells via the Delta-like-4/notch axis. J
Immunol. 2010;184:550–4.
Liotta F, Frosali F, Querci V, et al. Human immature myeloid dendritic cells
trigger a TH2-polarizing program via Jagged-1/notch interaction. J Allergy
Clin Immunol. 2008;121:1000–5 e8.
Sun J, Krawczyk CJ, Pearce EJ. Suppression of Th2 cell development by
notch ligands Delta1 and Delta4. J Immunol. 2008;180:1655–61.
Amsen D, Antov A, Flavell RA. The different faces of notch in T-helper-cell
differentiation. Nat Rev Immunol. 2009;9:116–24.
Amsen D, Blander JM, Lee GR, Tanigaki K, Honjo T, Flavell RA. Instruction of
distinct CD4 T helper cell fates by different notch ligands on antigenpresenting cells. Cell. 2004;117:515–26.
Krawczyk CM, Sun J, Pearce EJ. Th2 differentiation is unaffected by Jagged2
expression on dendritic cells. J Immunol. 2008;180:7931–7.
Thounaojam MC, Dudimah DF, Pellom ST Jr, et al. Bortezomib enhances
expression of effector molecules in anti-tumor CD8+ T lymphocytes by
promoting notch-nuclear factor-kappaB crosstalk. Oncotarget. 2015;6:32439–55.
Laky K, Evans S, Perez-Diez A, Fowlkes BJ. Notch signaling regulates
antigen sensitivity of naive CD4+ T cells by tuning co-stimulation.
Immunity. 2015;42:80–94.
Carotta S, Brady J, Wu L, Nutt SL. Transient notch signaling induces NK cell
potential in Pax5-deficient pro-B cells. Eur J Immunol. 2006;36:3294–304.
Sierra RA, Thevenot P, Raber PL, et al. Rescue of notch-1 signaling in antigenspecific CD8+ T cells overcomes tumor-induced T-cell suppression and enhances
immunotherapy in cancer. Cancer Immunology Research. 2014;2:800–11.
Biktasova AK, Dudimah DF, Uzhachenko RV, et al. Multivalent forms of the
notch ligand DLL-1 enhance antitumor T-cell immunity in lung Cancer and
improve efficacy of EGFR-targeted therapy. Cancer Res. 2015;75:4728–41.
Huang Y, Lin L, Shanker A, et al. Resuscitating cancer immunosurveillance:
selective stimulation of DLL1-notch signaling in T cells rescues T-cell
function and inhibits tumor growth. Cancer Res. 2011;71:6122–31.
Sugimoto K, Maekawa Y, Kitamura A, et al. Notch2 signaling is required for
potent antitumor immunity in vivo. J Immunol. 2010;184:4673–8.
Palaga T, Miele L, Golde TE, Osborne BA. TCR-mediated notch signaling
regulates proliferation and IFN-gamma production in peripheral T cells. J
Immunol. 2003;171:3019–24.
Sauma D, Ramirez A, Alvarez K, Rosemblatt M, Bono MR. Notch signalling
regulates cytokine production by CD8+ and CD4+ T cells. Scand J Immunol.
2012;75:389–400.
Heinzel K, Benz C, Martins VC, Haidl ID, Bleul CC. Bone marrow-derived
hemopoietic precursors commit to the T cell lineage only after arrival in the
thymic microenvironment. J Immunol. 2007;178:858–68.
Novitskiy SV, Ryzhov S, Zaynagetdinov R, et al. Adenosine receptors in regulation
of dendritic cell differentiation and function. Blood. 2008;112:1822–31.
Sauma D, Espejo P, Ramirez A, Fierro A, Rosemblatt M, Bono MR. Differential
regulation of notch ligands in dendritic cells upon interaction with T helper
cells. Scand J Immunol. 2011;74:62–70.
Krawczyk C, Pearce E, Borjian A, Young S, Mahbuba R. Regulation of
dendritic cell function by notch receptors and ligands. J Immunol. 2012;188
(1 Supplement):172.
Xiong Y, Lingrel JB, Wuthrich M, et al. Transcription Factor KLF2 in Dendritic
Cells Downregulates Th2 Programming via the HIF-1alpha/Jagged2/Notch
Axis. mBio. 2016;7:e00436–16.

J Immunother Cancer: first published as 10.1186/s40425-019-0566-4 on 2 April 2019. Downloaded from http://jitc.bmj.com/ on May 8, 2020 by guest. Protected by copyright.

Authors’ contributions
EET, MLG, RVU, PLT, and AA performed major parts of the research and
analyzed the data; JVE, AV, PR, MTPdeA, LP, and NL performed some of the
research; RRA, IC, and MK performed some of the research, discussed the
results, analyzed the data, and provided helpful suggestions; PPM provided
human lung tumor single cell suspension samples, discussed the results, and
offered helpful suggestions. DPC helped plan experiments, analyzed and
discussed the results and provided helpful suggestions; EET, TM, AS and
MMD designed the experiments, supervised their conduct, analyzed the data
and wrote the manuscript. All authors read and approved the final
manuscript.

Page 16 of 17

Tchekneva et al. Journal for ImmunoTherapy of Cancer

(2020) 7:95

J Immunother Cancer: first published as 10.1186/s40425-019-0566-4 on 2 April 2019. Downloaded from http://jitc.bmj.com/ on May 8, 2020 by guest. Protected by copyright.

34. Bailis W, Yashiro-Ohtani Y, Fang TC, et al. Notch simultaneously orchestrates
multiple helper T cell programs independently of cytokine signals.
Immunity. 2013;39:148–59.
35. Steinbuck MP, Arakcheeva K, Winandy S. Novel TCR-mediated mechanisms
of notch activation and signaling. J Immunol. 2018;200:997–1007.
36. Sierra RA, Trillo-Tinoco J, Mohamed E, et al. Anti-jagged immunotherapy
inhibits MDSCs and overcomes tumor-induced tolerance. Cancer Res.
2017;77:5628–38.
37. Mathieu M, Cotta-Grand N, Daudelin JF, Thebault P, Labrecque N. Notch
signaling regulates PD-1 expression during CD8(+) T-cell activation.
Immunol Cell Biol. 2013;91:82–8.
38. Kondo T, Morita R, Okuzono Y, et al. Notch-mediated conversion of
activated T cells into stem cell memory-like T cells for adoptive
immunotherapy. Nat Commun. 2017;8:15338.
39. Mochizuki K, He S, Zhang Y. Notch and inflammatory T-cell response: new
developments and challenges. Immunotherapy. 2011;3:1353–66.
40. Cahill EF, Tobin LM, Carty F, Mahon BP, English K. Jagged-1 is required for
the expansion of CD4+ CD25+ FoxP3+ regulatory T cells and tolerogenic
dendritic cells by murine mesenchymal stromal cells. Stem Cell Res Ther.
2015;6:19.
41. D'Souza B, Meloty-Kapella L, Weinmaster G. Canonical and non-canonical
notch ligands. Curr Top Dev Biol. 2010;92:73–129.
42. Janghorban M, Xin L, Rosen JM, Zhang XH. Notch signaling as a regulator
of the tumor immune response: to target or not to target? Front Immunol.
2018;9:1649.
43. Granier C, De Guillebon E, Blanc C, et al. Mechanisms of action and rationale
for the use of checkpoint inhibitors in cancer. ESMO open. 2017;2:e000213.
44. Renrick AN, Dunbar ZT, Shanker A. Update on the current revolution in
cancer immunotherapy. Immunotherapy. 2019;11:15–20.
45. Hozumi K, Negishi N, Suzuki D, et al. Delta-like 1 is necessary for the
generation of marginal zone B cells but not T cells in vivo. Nat Immunol.
2004;5:638–44.
46. Brooker R, Hozumi K, Lewis J. Notch ligands with contrasting functions:
Jagged1 and Delta1 in the mouse inner ear. Development. 2006;133:1277–86.
47. Xu J, Krebs LT, Gridley T. Generation of mice with a conditional null allele of
the Jagged2 gene. Genesis. 2010;48:390–3.
48. Mace TA, Shakya R, Pitarresi JR, et al. IL-6 and PD-L1 antibody blockade
combination therapy reduces tumour progression in murine models of
pancreatic cancer. Gut. 2018;67:320–32.
49. Mandelboim O, Bar-Haim E, Vadai E, Fridkin M, Eisenbach L. Identification of
shared tumor-associated antigen peptides between two spontaneous lung
carcinomas. J Immunol. 1997;159:6030–6.
50. Chen Y, Heeger PS, Valujskikh A. In vivo helper functions of alloreactive
memory CD4+ T cells remain intact despite donor-specific transfusion and
anti-CD40 ligand therapy. J Immunol. 2004;172:5456–66.

Page 17 of 17

Tchekneva et al. Journal for ImmunoTherapy of Cancer
https://doi.org/10.1186/s40425-019-0592-2

(2019) 7:124

CORRECTION

Open Access

Correction to: Determinant roles of
dendritic cell-expressed Notch Delta-like
and Jagged ligands on anti-tumor T-cell
immunity
Elena E. Tchekneva1, Mounika U. L. Goruganthu1†, Roman V. Uzhachenko2†, Portia L. Thomas2,3,4†,
Anneliese Antonucci1, Irina Chekneva5, Michael Koenig1, Longzhu Piao1, Anwari Akhter1,
Maria Teresa P. de Aquino2, Parvathi Ranganathan6, Nicholas Long7, Thomas Magliery7, Anna Valujskikh8,
Jason V. Evans9, Rajeswara R. Arasada1, Pierre P. Massion10, David P. Carbone1, Anil Shanker2,4,11,12*†
and Mikhail M. Dikov1*†
Correction to: J Immunother (2019) 7:95
https://doi.org/10.1186/s40425-019-0566-4
Following publication of the original article [1], the author reported the wrong version of Figs. 5 and 7 have
been published. The correct version of the figures can
be found below:
The original article has been corrected as well.
Author details
1
Division of Medical Oncology, Department of Internal Medicine, The Ohio
State University Wexner Medical Center and The James Comprehensive
Cancer Center, 460 W 12th Ave, 484 BRT, Columbus, OH 43210, USA.
2
Department of Biochemistry, Cancer Biology, Neuroscience and
Pharmacology, Meharry Medical College School of Medicine, 2005 Harold D.
West Basic Sciences Building, 1023 21st Ave N, Nashville, TN 37208, USA.
3
Department of Microbiology, Immunology and Physiology, Meharry Medical
College School of Medicine, Nashville, USA. 4School of Graduate Studies and
Research, Meharry Medical College, Nashville, TN, USA. 5Sechenov First
Moscow State Medical University, Moscow, Russia. 6Division of Hematology,
Department of Internal Medicine, The Ohio State University Wexner Medical
Center, Columbus, OH, USA. 7Department of Chemistry and Biochemistry,
The Ohio State University, Columbus, OH, USA. 8Department of Inflammation
and Immunity, Cleveland Clinic, Cleveland, OH, USA. 9Department of
Pathology, West Virginia University, Morgantown, WV, USA. 10Department of
Medicine, Vanderbilt University, Nashville, TN, USA. 11Host–Tumor Interactions
Research Program, Vanderbilt-Ingram Comprehensive Cancer Center,

Vanderbilt University, Nashville, TN, USA. 12Vanderbilt Institute for Infection,
Immunology and Inflammation, Vanderbilt University, Nashville, TN, USA.
Received: 9 April 2019 Accepted: 9 April 2019

Reference
1. Tchekneva, et al. J ImmunoTherapy Cancer. 2019;7:95. https://doi.org/10.
1186/s40425-019-0566-4.

* Correspondence: ashanker@mmc.edu; Mikhail.Dikov@OSUMC.edu
†
Mounika U. L. Goruganthu, Roman V. Uzhachenko, Portia L. Thomas, Anil
Shanker and Mikhail M. Dikov contributed equally to this work.
2
Department of Biochemistry, Cancer Biology, Neuroscience and
Pharmacology, Meharry Medical College School of Medicine, 2005 Harold D.
West Basic Sciences Building, 1023 21st Ave N, Nashville, TN 37208, USA
1
Division of Medical Oncology, Department of Internal Medicine, The Ohio
State University Wexner Medical Center and The James Comprehensive
Cancer Center, 460 W 12th Ave, 484 BRT, Columbus, OH 43210, USA
Full list of author information is available at the end of the article
© The Author(s). 2019 Open Access This article is distributed under the terms of the Creative Commons Attribution 4.0
International License (http://creativecommons.org/licenses/by/4.0/), which permits unrestricted use, distribution, and
reproduction in any medium, provided you give appropriate credit to the original author(s) and the source, provide a link to
the Creative Commons license, and indicate if changes were made. The Creative Commons Public Domain Dedication waiver
(http://creativecommons.org/publicdomain/zero/1.0/) applies to the data made available in this article, unless otherwise stated.

Tchekneva et al. Journal for ImmunoTherapy of Cancer

A

C

F

(2019) 7:124

Page 2 of 3

B

D

E

G

H

Fig. 5 Monomeric soluble DLL1 or Dll1-ablated dendritic cells restrict Notch signaling and impair T-cell cytotoxic responses. a Expression of
Notch downstream target Hes1 mRNA was assessed by qRT-PCR in 3 T3 cells treated with clustered DLL1 in the presence of soluble DLL1 (sDLL1)
construct at indicated concentrations for 16 h. b, c T-cell proliferation was measured after co-incubating allogeneic T-cells labeled with Cell Tracer
Violet fluorescent dye with bone marrow-derived Dll1−/− or wild-type DC in the presence of soluble anti-CD3 for 5 days. In some T-cell cultures
with wild-type DC, soluble DLL1 construct was added at the indicated concentrations. Representative Cell Tracer Violet dye dilution profile is
shown (b). d Tumor volume was measured in LLC tumor-bearing mice treated with sDLL1 construct 1 mg/kg body weight, i.p. every 2 days for
20 days. e IFN-γ producing tumor-infiltrating cells from these mice were enumerated by ELISPOT assay on day 18 after LLC tumor initiation. Mean
± SEM, 8 mice per group; *, p < 0.05; **, p < 0.005. f, g C57BL/6 mice were transplanted with BALB/c heart allografts on day 0 and treated with
sDLL1 construct (1 mg/kg) i.p. on days − 3, − 1, 1, 3, 5 and 7. f Heart allografted C57BL/6 mice log-rank survival. g IFN-γ ELISPOT assay on
recipient CD8+T cells isolated after heart allograft and re-stimulated with mitomycin C-treated donor spleen cells in the presence of recipient
C57BL/6 splenocytes. h Percentage of FoxP3+ cells among CD4+ splenocytes after heart allograft. Mean ± SEM, 4–8 mice per group; *, p < 0.05
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Fig. 7 Dendritic cell Jagged expression correlates with PD-1 expression on T-effector-memory cells. a Purified T cells were stimulated in vitro in a
T:DC (3:1) stimulation co-culture with allogeneic bone marrow-derived dendritic cells in the presence of CD3/CD28 beads (1 μg/mL) for four days
with or without treatment with clustered DLL1 (1.5 μg/mL) or monovalent soluble JAG1 (20 μg/mL) constructs. Expression of CD62L, CD44, CTLA4 and PD-1 was assessed on gated populations as indicated by flow cytometry. Dot plots from a representative experiment out of two
independent experiments with duplicates are shown. b-c Lung tumor single cell suspensions from 10 patients were evaluated for the expression
of NOTCH ligands on tissue-resident CD11b+CD11chigh dendritic cells and PD-1 and NOTCH receptors in populations of T cells by flow cytometry.
NOTCH ligands in CD11b+CD11chigh cells were compared to PD-1 positivity of Tem and Tcm cells (b) or to NOTCH receptor positive T cell
subsets by Pearson’s correlation (c). All p-values were corrected using the Benjamani- Hochberg procedure; n = 8; * p < 0.05. Color code indicates
the strength of correlation. d Scheme summarizing available data on the regulation of T cell responses by Notch ligands

